[Abstract] The protocol describes the generation of variants of chloromuconolactone dehalogenase from Rhodococcus opacus (R. opacus) 1CP. ClcF is a multimeric protein, which catalyses the dechlorination of 5-chloromuconolactone to cis-dienelactone in the 3-chlorocatecholic acid degradation pathway. The protocol describes the workflow for the purification and subsequent crystallization of the enzyme. The used workflow and the described techniques could be easily adapted to any other protein/enzyme intended to be crystallized by the potential user for subsequent structure determination. The protocol does not involve expensive specialized equipment which allows the use in standard laboratories not specially dedicated to macromolecular crystallography.
3. Afterwards 1.25 µl of this mixture was transformed in ultracompetent E.coli DH5α.
4. Sequence integrity has to be proved by sequencing.
For expression purposes the plasmid with the codon sequence of ClcF or its mutants was transformed in E.coli BL21 (DE3)-CP-RIL.
6. For large scale protein production an overnight culture was setup with a colony from the transformation plate. The culture was incubated at 37 °C and 250 rpm for 16 h in LB medium.
7. Afterwards 1 L LB medium was inoculated with the overnight culture in a ratio of 1/100
and further incubated at 37 °C and 250 rpm. 11. The resulting pellet was stored at -20 °C until further usage.
B. Purification
To get protein of sufficient puritiy ≤ 95 % (estimated from a SDS-gel) a three step strategy including a heat precipitation followed by a two step column chromatography was necessary. 
